Context: The associations of body mass index (BMI) and liver fat (LF) with circulating prandial metabolomic markers are incompletely understood.
O besity predisposes to type 2 diabetes, cardiovascular disease, and nonalcoholic fatty liver disease (1) . Nevertheless, a subset of obese individuals appears to remain insulin sensitive and metabolically healthy, suggesting underlying variation in pathogenesis (2) . Recently, deposition of fat within the liver rather than subcutaneous or even visceral compartments has been linked with the development of dyslipidemia and insulin resistance (IR) in obesity (2) (3) (4) (5) .
Analysis of large-scale fasting metabolomic signatures associated with body mass index (BMI) has highlighted several cardiovascular risk markers (6) . Aberrations in the constituents of these signatures have also been examined in detail using the oral glucose tolerance test (OGTT). The levels of multiple circulating metabolites react to an OGTT, and many of these responses are different in nondiabetic obese and insulin-resistant subjects, suggesting early defects in insulin action along multiple pathways (7) (8) (9) (10) . However, these studies have not controlled for genetic influences or examined associations with liver fat (LF).
Phenotypic differences between obese and normalweight subjects may be due to genetic alterations with effects on both obesity and associated phenotypes (pleiotropy). Obesity, diabetes, and nonalcoholic fatty liver disease all have large, at least partly overlapping, heritable components (11) (12) (13) (14) . Studies in monozygotic (MZ) twins (genetically almost identical) provide a way to control for genetic factors and, when used in parallel with dizygotic (DZ) twins (sharing 50% of genetic material), to assess the contribution of genes and familial factors on traits of interest. Comparison of MZ twins discordant for BMI has provided insights into the metabolic effects of acquired factors that differ between cotwins (15) . Further, discordance for LF within BMI-discordant MZ twin pairs has been linked to greater aberrations in lipid profiles, blood pressure, insulin sensitivity, and low-grade inflammation than BMI discordance alone (3, 16) We hypothesized that the metabolomic signatures of BMI discordance would coassociate with LF discordance rather than LF concordance. To study this, we expand upon the earlier cotwin design and incorporate 80 metabolite measures, ascertained using nuclear magnetic resonance (NMR). Uniquely, we measure the same panel at 4 time points during an OGTT. We show that BMI discordance in the context of LF discordance is associated with more widespread and larger differences in metabolite profiles.
Research Design and Methods

Study sample and assessment
Participants for the study were enrolled based on their responses to questions on weight and height in young adulthood (age range: 20.0 to 36.7 years) of two Finnish populationbased twin cohorts (FinnTwin12 and FinnTwin16, combined total N = 10,384). We aimed to cover a wide range of BMIs in individuals and BMI differences within pairs. We first identified all MZ pairs who were discordant for BMI (intrapair difference, DBMI $ 3 kg/m 2 ) from FinnTwin12 and FinnTwin16, resulting in 30 BMI discordant pairs (11 male and 19 female) after exclusion of pairs in which either cotwin had major concomitant diseases, regular medication (except contraceptives), anemia, psychiatric diseases, eating disorders, or weight cycling (65 kg within the past 3 months). We also recruited 34 BMI-concordant (DBMI , 3 kg/m 2 ) MZ pairs (22 female and 12 male), 38 DZ BMI-discordant pairs (22 male and 16 female), and 35 BMIconcordant DZ pairs (19 male and 16 female) from FinnTwin16, using a random generator and matching exclusion criteria. Oral contraceptives were used by 43% of female study subjects. All invited twins were healthy, with the exception of 1 twin who had inactive ulcerative colitis and used mesalazine and azathioprine. In total, 137 twin pairs were included in the study ( ). Whole body composition was measured using a dual-energy X-ray absorptiometry scan (Lunar Prodigy, software version 8.8; see Supplemental Methods section) in all participants (17) . For a subsample of 25 BMI-discordant MZ pairs (age range: 22.8 to 35.8, 60% female), LF was measured by proton magnetic resonance spectroscopy and subcutaneous and intra-abdominal fat volumes by magnetic resonance imaging (1.5 Tesla scanner, Avanto, Siemens, Germany, Erlangen) as described previously (16, 18) . We divided these pairs into LF-discordant (N = 12) and LF-concordant (N = 13) pairs based on a median cutoff of .2% intrapair difference (heavier -leaner cotwin's value) in LF content. A subset of these twins (8 LF-discordant pairs and 7 to 8 LF-concordant pairs) has been previously described, with reports of blood pressure, sports activity, insulin responses during an OGTT, C-reactive protein, branched-chain amino acids (BCAAs), and 22 biochemically measured fasting lipoprotein and lipid parameters (3, 16) .
Subjects were instructed to avoid alcohol and heavy exercise for 2 days and to fast overnight for 12 hours prior to the OGTT. Venous blood samples were drawn at 4 time points (0, 30, 60, and 120 minutes during the OGTT) and inoculated into fluoride citrate tubes (for glucose), serum (for insulin and metabolites), and Li-heparine (for alanine aminotransferase, aspartate aminotransferase, and gamma-glytamyltransferase) measurements. Blood plasma and serum were obtained by centrifugation at 2000 g for 10 minutes. Plasma glucose, alanine aminotransferase, aspartate aminotransferase, and gamma-glytamyltransferase concentrations were measured using standard methodology from fresh samples, as was serum insulin [time-resolved immunofluorometric assay (Perkin Elmer, Waltham, MA) with an intra-and interassay coefficient of variation of 2.6%].
Serum samples were aliquoted after centrifugation and immediately frozen (-80°) for metabolomics analyses. After thawing, samples were analyzed using a high-throughput NMR metabolomics platform, providing quantitative information on lipoprotein subclass distributions, fats and lipids, tricarboxylic acid cycle intermediates, amino acids, carbohydrates, and glycoproteins as detailed previously (19) . Eighty measures were used for this study to minimize the number of tests while still including representative measures from different biological pathways.
Data collection and analysis were approved by the ethics committee of the Helsinki University Hospital. All subjects provided written informed consent.
Statistical analyses
We first investigated in the whole study sample whether different NMR measures changed significantly during the OGTT. We compared baseline levels with the peak levels that most differed from baseline during the OGTT. We used survey regression (R package "survey" v version 3.30) to correct for the clustered sampling of cotwins, with sex and age as covariates (20) . Due to the shared variance of many NMR measurements, we used principal component analysis to calculate the number of independent factors that explained 95% of observed variance. The resulting value of 20 factors was used to establish a multiple comparison corrected significance threshold of P , 0.0025 (0.05/20). Power analysis for linear regression with the R package "pwr" version 1.1-3 (used for all power calculations) suggested a power of 0.99 for intermediate effects (n = 274, a = 0.0025, f 2 = 0.15).
Next, we compared peak percentage excursions between cotwins with higher and lower BMI within BMI-discordant twin pairs with paired t tests. Only metabolites with significant excursions were analyzed. We separately analyzed and compared results in 30 MZ and 38 DZ twins to assess the contributions of genetic factors, based on an established twin framework that has recently been discussed by Kujala et al. (21, 22) . MZ twins share close to 100% of genetic variation, whereas DZ twins share only 50% of segregating genes on average, although both share early familial environments. If genetic factors affect both BMI and the magnitude of metabolite excursions, associations between BMI and excursions may be observable in DZ twins but weaker or absent in MZ twins. Further, if associations are seen in (earlier) population studies but not in DZ or MZ twins, familial confounding may play a role in the association. Adequate sample size and replication in other data sets is required before strong inference from such comparisons can be made. We estimated a power of 0.86 for large effects (a = 0.0031, d = 0.8) for the 30 MZ twins.
To estimate the general effects of BMI discordance on metabolite profiles, we compared the area under the curve (AUC) values of the cotwins with higher and lower BMI within BMIdiscordant MZ pairs with paired Student t test, separately for LFdiscordant and LF-concordant pairs. We also compared the twins with higher BMI between the two sets of twins using Student t test. We estimated a power of 0.71 to 0.75 for large effects (n = 12 to 13, a = 0.05, d = 0.8) in intrapair comparisons using a nominal significance threshold.
Last, we analyzed the relationships between OGTT-derived insulin-based indices [see Table 1 footnote (23-29)] and the AUCs of the NMR measures during the OGTT. To study the effects of acquired factors, we calculated Pearson correlation coefficients between intrapair differences in the indices and AUC measures within the MZ pairs, where associations are independent of genetic effects. All values were rank-normalized and adjusted for age and sex. We estimated a power of 0.90 for large effects.
Variables with skewness .1 were natural logarithm transformed before t tests and survey regression. Analyses were performed using StataSE version 12.1 and R version 3.0.2.
Results
Ingested glucose induces excursions along axes of insulin action
To characterize how circulating metabolites react to a transition from a fasting state into a milieu with elevated insulin and glucose, and to validate the used NMR measures, we began with an overview of excursions induced by an OGTT in the whole study population (274 individual twins). There were significant excursions from baseline in 54/80 measures (using the multiple-corrected P-value threshold P , 0.0025; Fig. 1 and Supplemental Figs. 1-3), replicating many earlier OGTT results from different metabolomics platforms (7) (8) (9) (10) . In line with insulinstimulated amino acid intake into muscle, serum amino acid concentrations were suppressed significantly-as much as 7% to 47%-from baseline to 120 minutes (Supplemental Fig. 1 ). Insulin also suppresses lipolysis and fatty acid (FA) release from adipose tissue; accordingly, the levels of glycerol (Supplemental Fig. 1 ) and most FAs (Supplemental Fig. 2 ) decreased. The levels of ketone bodies (3-hydroxybutyrate, acetoacetate, and acetate) decreased by 32% to 40% (Supplemental Fig. 1 ), consistent with insulin's action to inhibit ketone body generation and increase their clearance (30) .
We then focused on previously unreported excursions in 47 lipoprotein-related measures (Supplemental Fig. 3 ). As a possible effect of storage of lipids to tissues and inhibition of very-low-density lipoprotein (VLDL) secretion, total triglycerides (TGs) fell in serum during the last hour of the test (-10.6%), paired with a similar fall in VLDL TG content (-13.7%). TG content in very large and small high-density lipoprotein (HDL) increased, most evidently at 60 minutes (+18.3% and +8.2%). For most other measures, we noted no excursions or the excursions were minimal although statistically significant.
Acquired increase in BMI is associated with blunted TG excursions During an OGTT
Next, we estimated the effect of BMI on metabolite excursions from baseline to peak change by comparing the cotwins with lower and higher BMI within 30 BMI-discordant MZ twin pairs. Large weight (17.7 kg) and BMI (5.6 kg/m 2 ) differences within these pairs (Supplemental Table 1 ) allowed us to assess how BMI in Values are mean 6 SE. Differences between cotwins with higher compared with lower BMI within BMI-discordant MZ pairs were estimated with paired t tests, and differences between the two groups of twins with higher BMI with a t test for unrelated samples (final column). The formulas used for calculation of the used indices are as follows:
HOMA-IR (23) press.endocrine.org/journal/jcemgeneral influences metabolite levels during the OGTT, independent of genetic effects. Compared with their MZ cotwins with lower BMI, the cotwins with higher BMI exhibited blunted peak percentual decreases for total TGs and VLDL TGs ( Fig. 2 and Supplemental Fig. 4) , as well as for large and medium-sized VLDL particles, using P , 0.0031 as the multiple-corrected threshold (Supplemental Methods). This suggests that BMI discordance is linked with diminished insulin-induced clearance of VLDL particles or decreased inhibition of VLDL production. In contrast to VLDL and total serum triglyceride measures, cotwins with higher BMI expressed greater elevations in the TG content of very large HDL particles (P = 1.25310 27 ) and greater depressions in linoleic acid (P = 0.0031).
We then repeated the analysis in 38 BMI-discordant DZ twin pairs. No measure reached multiple-corrected significance in this group (Supplemental Fig. 5 ). Excursions in large VLDL particle number and TG content appeared blunted at 120 minutes in cotwins with higher BMI, as in MZ pairs, but were only nominally significant (P = 0.015 and P = 0.012). In DZ, but not in MZ, cotwins with higher BMI, depressions in isoleucine (P = 0.023), leucine (P = 0.041), and acetoacetate (P = 0.031) levels were blunted at 120 minutes with nominal significance.
BMI discordance with or without LF discordance: two distinct MZ twin phenotypes
Because we previously demonstrated that the accumulation of LF within BMI-discordant MZ twins characterizes a metabolically unhealthy phenotype (3), we now asked whether we would see differences in the overall metabolomic signatures of BMI discordance in the two subgroups: BMI-discordant MZ pairs discordant or concordant for LF (Table 1 , Supplemental Fig. 6 ). To validate this approach, we first examined the adiposity and metabolic characteristics of the two groups. When comparing the twins with higher BMI from the two groups, we saw significant expected differences (P , 0.05) in LF and intra-abdominal fat, but not in subcutaneous fat in magnetic resonance imaging or android vs gynoid fat distribution in dual-energy X-ray absorptiometry (Table 1) . Between groups, cotwins with higher BMI in LF-discordant pairs also had higher transaminases and poorer insulin sensitivity than those in LF-concordant pairs (Table 1 ). In the within-pair analyses, cotwins with higher BMI, as compared with cotwins with lower BMI, had significantly higher transaminase concentrations and lower insulin sensitivity within LF-discordant but not within LF-concordant pairs ( Table 1) . Indices of insulin secretion did not differ between cotwins in either group.
Examining potential confounders revealed lower reported physical activity (Baecke sport index) in the cotwins with higher BMI within LF-discordant pairs when compared with their cotwins with lower BMI, but not when compared with the twins with higher BMI from LFconcordant pairs (Table 1) . Differences in overall alcohol consumption were not statistically significant.
BMI discordance without LF discordance is associated with minor differences in metabolomic profiles in MZ twins
When we first restricted analyses to LF-concordant MZ twin pairs, we found mostly small within-pair differences (using P , 0.05 as the threshold) in the AUCs of lipoprotein and amino acid measures during the OGTT, despite large differences in BMI between the cotwins (Supplemental Table 2 ). The most important finding in these analyses was markedly decreased HDL cholesterol (HDL-C; -13.8%, P = 0.025), most evident in larger particle sizes, and consequently smaller HDL diameter (-1.44%, P = 0.015), in the cotwins with higher as compared with cotwins with lower BMI. The former also exhibited elevations in VLDL cholesterol (11.5%, P = 0.035), apolipoprotein B (ApoB) (ApoB; 7.9%, P = 0.022), glycerol (23.2%, P = 0.0091), valine (12.3, P = 0.015), and tyrosine (12.5%, P = 0.046) AUCs.
BMI discordance with LF discordance is associated with widespread differences in metabolomic profiles in MZ twins
We then sought to study whether BMI discordance is associated with larger differences in the presence of LF discordance and, indeed, MZ cotwins discordant for both BMI and LF exhibited large differences in the profiles of several metabolite classes (using P , 0.05 as the threshold; Figs. 3 and 4, and Supplemental Table 2 ), compared with both their cotwins with lower BMI (intrapair) and with the twins with higher BMI within LF-concordant pairs (between pairs). Considerable within-pair differences were observed for the AUCs of small VLDL particles (30.5% higher for cotwins with higher BMI, P = 0.037), small low-density-lipoprotein (LDL) particles (24.7%, P = 0.039), HDL2-C (-17.9%, P = 0.045), TGs (87.5%, P = 0.033), monounsaturated FAs (37.5%, P = 0.027), isoleucine (33.2%, P = 0.028) and glycoproteins (12.0%, 0.0064). Despite decreases during the OGTT, the levels of isoleucine and monounsaturated FAs remained significantly higher in the cotwins with higher BMI within LF-discordant pairs compared with their cotwins with lower BMI even at 120 minutes (P , 0.05).
Between twin pairs, the cotwins with higher BMI within LF-discordant pairs also differed from the cotwins with higher BMI within LF-concordant pairs: the former, in addition to many of the parameters that were highlighted in within-pair comparison, had higher AUCs for ApoB (15.9%, P = 0.021), esterified cholesterol (19.7%, P = 0.04), saturated FAs (30.2%, P = 0.0062), and omega-3 FAs (41.9%, P = 0.0019; Supplemental Table 2 ). Significantly differing excursions in cotwins with higher compared with lower BMI within BMI-discordant MZ pairs during the OGTT. Black bars represent excursions in cotwins with lower BMI, and white bars represent excursions in cotwins with higher BMI within BMI-discordant MZ pairs (peak percentual excursion + SE, n = 30 pairs). Paired t tests were used to estimate significance. The peak time points are marked inside parentheses. Asterisks denote significance based on multiple-corrected P-value thresholds. *P , 0.0031; **P , 0.00063; ***P , 0.000063. LDL, low-density lipoprotein; TG, triglycerides. doi: 10.1210/jc.2015-3512 press.endocrine.org/journal/jcemIndices of insulin sensitivity are associated with circulating metabolites in MZ twins Lastly, because LF-discordant pairs were characterized by differences in insulin sensitivity, we asked whether OGTT-derived indices of insulin sensitivity or secretion correlate with the same metabolite levels, independent of genetic factors in all 64 MZ twin pairs. We generated intrapair differences in MZ pairs for each of the indices and metabolite AUCs during the OGTT and used these in the following correlations.
Three indices of insulin sensitivity emerged as strong overall markers of metabolite levels: fasting insulin, the Homeostasis model assessment index of insulin resistance (HOMA-IR), and adipocyte IR (Fig. 5) . They are all calculated using fasting values, and were significantly associated (using a multiple-corrected threshold of P , 0.0025) with the cholesterol content of large (r = 0.13 to 0.22) and medium (r = 0.18 to 0.23)-but not smaller-VLDL particles, several TG measures such as total and VLDL-TG (r = 0.53 to 0.67), monounsaturated FAs (r = 0.48 to 0.64), and saturated FAs (r = 0.46 to 0.60). Although isoleucine was associated with adipocyte IR (r = 0.47), leucine and valine did not reach significance (r = 0.28 and r = -0.02 for adipocyte IR). Matsuda insulin sensitivity index and the Liver IR index were mostly associated with VLDL and TG measures (r Matsuda = -0.47 and r LiverIR = 0.43 to 0.44 for total and VLDL TGs, P , 0.0025). In general, associations between insulin-based indices and LDL particles were weaker than for VLDL particles, and reached significance only for smaller LDL particles (r HOMA-IR = 0.41; r AdipocyteIR = 0.44, P , 0.0025). HDL measures were not generally strongly associated with insulinbased indices.
The two indices reflective of beta cell function, insulin secretion index and the oral disposition index (a composite measure of insulin secretion and sensitivity) were not significantly associated with any AUC measures after multiple corrections.
In summary, BMI discordance with LF discordance was associated with more widespread metabolomic signatures than BMI discordance without LF discordance. Insulin sensitivity in all MZ twin pairs was associated with many, but not all of the measures composing this signature.
Discussion
In this study of young adult MZ twins, we show that, while controlling for genetic background, BMI discordance with LF discordance is associated with distinct metabolomic signatures after glucose ingestion, highlighting metabolites linked to cardiovascular disease risk, whereas the metabolomic signatures of BMI discordance without LF discordance are smaller and less widespread, though not absent.
We began by characterizing metabolomic responses to the OGTT, previously shown to induce metabolite excursions related to the suppression of ketogenesis, proteolysis, lipolysis, and VLDL production, and the promotion of glycolysis and TG uptake into peripheral tissues (30) (31) (32) . In line with previous studies, we noted depressions in the blood levels of key triacylglycerol components (FAs and glycerol) (8, 9, 33) , ketone bodies (10), BCAAs, and aromatic amino acids (9, 10, 33) during the OGTT. Previous studies in unrelated individuals have also shown that insulin-resistant subjects experience blunted depressions for isoleucine and ketone body levels (10), and obese subjects experience altered excursions in FAs and amino acids (34) . We also saw nominally significant blunted depressions for isoleucine, leucine, and acetoacetate in the cotwins with higher BMI in DZ twin pairs, but not in MZ twin pairs where genetic effects are more fully controlled. This could reflect genetic contributions underlying both BMI and the excursions of these metabolites, or issues related to sample size. Surprisingly, BMI-related differences, especially in VLDL and TG parameters, appeared in general to be more significant in MZ than in DZ twins. Finally, we showed that unlike complex meals, which induce several-hour elevations in serum TGs (35) , ingestion of pure glucose seems to decrease VLDL and TG levels (Fig. 2) . This may reflect the role of insulin in Figure 4 . Dynamic metabolite levels in subtypes of BMI discordance (continued). Mean 6 SE values of selected NMR measures are presented for 4 groups at each time point during the OGTT: cotwins with higher BMI within LF-discordant MZ pairs (solid line with black squares, n = 12), cotwins with lower BMI within LF-discordant MZ pairs (solid line with white squares, n = 12), cotwins with higher BMI within LF-concordant MZ pairs (dashed line with black triangles, n = 13), and cotwins with lower BMI within LF-concordant MZ pairs (dashed line with white triangles, n = 13). Student's t test was used to estimate significance between the AUC values of the matched cotwins with higher and lower BMI (paired testing) and between the AUC values of the two groups of twins with higher BMI (nonpaired testing). P values are marked by asterisks next to the symbols of the corresponding groups. *P , 0.05; **P , 0.01. Elevated BMI alone has been associated with widespread changes in metabolomic profiles, but how specific metabolomic classes associate with LF content is not known (6) . We saw that, firstly, lipoprotein metabolism Figure 5 . Associations between intrapair differences in insulin-based indices and the AUC values of metabolites in all 64 monozygotic twin pairs. Intrapair differences were calculated by subtracting the measurement of the cotwin with lower BMI from the measurement of the cotwin with higher BMI. Indices and AUC values were rank-normalized prior to analysis while adjusting for sex and age, and Pearson correlation coefficients were estimated. Color denotes the strength of correlations (red = positive, blue = negative) and asterisks mark their significance (*P , 0.0025; **P , 0.0005; ***P , 0.00005). IDL, intermediate-density lipoprotein. appeared markedly dissimilar in the twins with higher BMI within LF-discordant pairs, with elevations in small VLDL and LDL particles, TGs, ApoB, and esterified cholesterol during the OGTT. Our findings are in line with the concept that an insulin-resistant, fatty liver produces VLDL 1 -TG and ApoB in excess, with potential generation of smaller VLDL remnants and small dense LDL particles that may penetrate arterial walls easier and promote atherosclerosis (35) . Nevertheless, we also saw comparable differences in HDL-C and smaller differences in VLDL cholesterol and ApoB within LF-concordant pairs, suggesting that BMI discordance in this context is not necessarily neutral with respect to cardiovascular risk.
We also saw differing levels of less conventional metabolomic risk factors in the cotwins with higher BMI within LF-discordant but not in LF-concordant pairs. They showed elevated levels of saturated and monounsaturated FAs whose fasting levels are associated with diabetes and cardiovascular risk (36, 37) and isoleucine, a BCAA predictive of future diabetes (38) . Notably, though levels of isoleucine and monounsaturated FAs decreased in all groups following glucose ingestion, differences between groups were persistent. Finally, the cotwins with higher BMI within LF-discordant pairs had higher levels of glycoproteins, an inflammation-related measure associated with all-cause mortality risk in a study using the same NMR panel (39) .
As the intertwined nature of LF and decreased insulin sensitivity is well established (LF content being associated with the severity of insulin resistance in liver, muscle, and adipose tissue), we examined the correlations of metabolite AUCs with indices of insulin sensitivity and secretion while controlling for genetic effects (4) . Levels of metabolites associated with cardiovascular risk within MZ pairs correlated well with estimates of insulin sensitivity but poorly with estimates of beta cell function. Surprisingly, indices based on fasting values (insulin, HOMA-IR, and Adipocyte IR) exhibited the greatest correlations across several metabolite groups, highlighting the value of fasting insulin in contrast to more complex and tissue-specific indices.
Limitations of our study include its small sample size and cross-sectional design. Despite widespread differences related to LF discordance, power in this setting was lower and conclusions regarding individual measures should be approached with caution. Under-or overestimation of effect sizes is possible. Finally, though the twin design allows estimation of acquired effects (important because many measures in the NMR panel have high heritabilities, ranging between 0.23 and 0.55 for low molecular weight metabolites, 0.48 and 0.62 for lipids, and 0.50 and 0.76 for lipoproteins) (40) , it does not reveal what underlying genetic structure predisposes subsets of obese subjects to different metabolomic aberrations.
Our study in young adult twins shows that differences in metabolite profiles during an OGTT depend on adiposity phenotypes. Without LF discordance, discordance in BMI appears to be associated with small metabolomic differences-especially depressions in HDL-C-and no decrease in insulin sensitivity. However, in the context of LF discordance, aberrations in lipoproteins, FAs, and isoleucine are substantially more severe and accompanied by IR. In conclusion, LF, independent of BMI and controlling for genetic background, is associated with insulin sensitivity and metabolomic signatures during an OGTT that are suggestive of changes associated with increased cardiovascular disease risk.
